cells), G1, s, and G /M cell-cyde phases A second PR, BrdU, and DNA analysis was performed to study PR expression in the S-phase (BrdU-positive cells). Our results show that PR syn-35 60 30
and (c) PR-positive mitotic cells could not be demonstrated.
Materials and Methods

Cell Culture
The human mammary tumor MCF-7 cell line was cultivated as monoiayers (Falcon 25 for 24 hr at 37'C in a humidified atmosphere of 95% air and 5% CO2. MItotic PR-pOsitive cells could not be demonstrated (arrows).
Original magnification
x 800. Bars -10 tm.
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Cell Fixation
The cells were washed in Hank's buffered isotonic solution (Diagnostics Pasteur; Aulnay/Bois, France) and fixed for 10 mm in formol at room ternperature, 10 mm in methanol, and 5 mm in acetone at -20C. After rinsing three times for 5 mm with PBS the cells were immunostained directly or after storage in a medium containing 42.8 g saccharose, 0.7 g MgC12 in 500 ml PBS:glycerol and a minor population with 4c CNA content); therefore, we separated the Ki-67-positive cells into three sets (i.e., G1, S. G2) according to their DNA histogram.
They were composed of diploid G1 cells (DNA integrated fluorescence of 2c population ± 5%), Scells(DNAlFofthecellpopuiationbetween2c + 5% and4c -5%), and tetraploid G2 cells (DNA IF of the 4c population ± 5%). The BrdU staining shows that positive cells contain diploid to tetraploid amounts of DNA; they were assumed to represent early S (diploid ES), S (ploidy in between), and late S (tetrapioid 13)-phase cells.
These experiments were performed ten times with good reproducibilicy of results.
Results
Microscopic Examination of Labeling
The cellular distribution of PR ( Figure  1A ) could be studied in MCF-7 cell populations with triple PR, Ki-67, DNA staining. It clearly appeared that different PR levels coexist, from very low to high quantity.
Strongly Ki-67-labeled cells ( Figure 1B) Figure  1D ). PR-positive as well as PR-negative cells were often organized in clusters. Clusters of positive and negative cells were often observed, suggesting a clonal PR expression.
The mitotic cells did not express PR (arrows, Figures  1A and 1C ). 
Cell-cycle Phases and Percentage of PR-positive Cells
By using a positive threshold we determined the percentage of PR-positive cells in the MCF-7 population. As shown in Figure 4 , the percentage ofpositive cells increased from Go to Gi (p<Z0.0Ol:
During the Gi-G2 transition, as in the S-phase ( Figure   5 ), the percentage of PR-positive cells also increased, but the differences were not statistically significant. and late S-phase(LS)the increase is not statistically different (Student's t-test). 
Discussion
